medium4 supplemented with 10% horse serum, 1000U/ml penicillin, 025mg/ml streptomycin, and 0-025 mg/ml amphotericin B. Swabs taken for antigen detection by EIA were broken off into 1 ml phosphate buffered saline (PBS) containing 0 05% (v/v) Tween 20 and 0 05% (w/v) sodium azide and stored at 4°C. Samples were assayed within 24 hours of collection or stored at -20°C for later testing. Culture tubes were examined microscopically for motile parasites after two and six days of incubation at 37°C.
minutes by the addition of 005 ml 0-02M L-cysteine (Sigma C-7755) to each well. Optical density was measured at 405 nm using a Dynatech MR 600 microplate reader.
Results
Of the specimens from 482 women tested, 44 (9 1 %) were positive for T vaginalis on culture; 32 (6-6%) of these were also positive on wet film examination. Culture results were used to select an appropriate cut off point for the EIA. Two controls were included on each plate: a negative control in which PBS-Tween 20 was substituted for the test sample, and a positive control consisting of soluble trichomonal antigen at 100 ng/ml in PBS-Tween 20. A sample was considered to be positive if the mean test optical density was greater than or equal to the mean optical density of the 100 ng/ml positive control after subtraction of the mean negative control optical density value from both. An additional 500 ng soluble antigen/ml control provided a readily visible marker of assay performance.
Using the above definition, 41 of 44 with positive results on culture were also considered to be positive by EIA (8-5% of the total number tested); a further nine samples were positive by EIA but negative on culture. Antigen was not detected by EIA in samples from three women who were negative on culture after two days of incubation but became positive on culture after six days. Taking culture as the reference method, the EIA had a sensitivity of 93-2% and a specificity of 97 5%. The predictive value of a positive test was 82%, and the predictive value of a negative test was 99 3%.
568
Yule, Gellan, Oriel, Ackers Discussion This preliminary study indicates that the EIA is highly specific; 431 culture negative and EIA negative samples gave uniformly low background optical density values with no apparent interference by normal or pathological vaginal flora or in the presence of red blood cells, degraded epithelial cells, or large numbers of leucocytes. The clinical histories of nine women giving false positive EIA results showed that at the time of sampling five women had vaginal symptoms suggestive of T vaginalis infection, while four women were asymptomatic.
The optical density values obtained with false positive samples were comparable with those obtained with several samples positive on culture and indicated the presence of antigen at concentrations equivalent to 100-1000 ng soluble trichomonal antigen fraction/ml. This suggests the possibility of culture failure in at least some of these cases and illustrates the problem of selecting a suitable reference method when assessing diagnostic tests for infectious agents.
A second possible cause is the difference in the quantity of vaginal material obtained when separate swabs are taken for culture and antigen detection; the order of collection was not stipulated for the purpose of this study. This may have contributed to the failure of EIA to detect trichomonal antigen in three samples which were negative on culture after two days but positive after six days of incubation, suggesting the presence of only small numbers of organisms (and therefore low antigen titres) in these patients. One of these isolates was compared with a number of isolates from samples giving high optical density values in the EIA for its ability to inhibit the binding of a predetermined quantity of the polyclonal anti-T vaginalis serum to soluble trichomonal antigen; no noticeable differences were found, indicating that EIA failure was not due to antigenic heterogeneity between isolates.
Most of the samples positive on culture gave high optical density values (> 1-0 units) and could be detected visually within minutes of the addition of substrate. This indicates that considerable quantities of antigen (equivalent to 5-10iig soluble antigen fraction/ml) are present in the vagina during T vaginalis infection, and makes the prospect of a rapid immunodiagnostic test which would combine the sensitivity of culture with the speed and simplicity of wet film examination a realistic one. We are at present examining the feasibility of such a test using high affinity monoclonal antibodies in a two site simultaneous assay. 
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